. Although all strains produced tumors upon primary inoculation, only the Bryan "high-titer" and Harris strains could be serially passaged with cell-free tumor extracts. Analysis by means of the end-point dilution technique and the interference test revealed that the tumor extract of the Bryan "high-titer" strain passaged 10 times in the quail contained a Rous-associated virus.
It was previously reported (6, 7, 8) that mature Japanese quail are susceptible to the oncogenic effect of the Bryan standard strain of Rous sarcoma virus (RSV) . A cytopathogenic effect is also evoked in quail tissue culture (1) , and pocks are produced on the chorioallantoic membrane of the quail (6, 7) .
Studies were initiated in this laboratory to determine the susceptibility of the T-2 line of Japanese quail to other strains of RSV. Since it had been reported that avian leukosis viruses could not be propagated in the Japanese quail (6, 7) , it was also of interest to determine how those strains known to be defective (3) Those virus strains to be tested were diluted in medium 199 containing 8% newbom calf serum (Hyland Laboratories, Los Angeles, Calif.) and 10% tryptose phosphate broth so that 1 ml of the virus suspension contained 104 FFU (focus-forming units) of virus. All virus preparations were stored at -70 C in sealed ampoules.
Assay procedures. Tissue culture and RSV assay techniques were essentially those described by Rubin (10) . Tumor production and methods of tumor extraction. Mature quail were inoculated in the wing web with 0.1 ml of the virus suspension to be tested. Quail in which tumors had appeared most rapidly were sacrificed by 95% nitrogen-5% carbon dioxide asphyxiation. This procedure is rapid and avoids the possible contamination of the tumors by ether or chloroform.
"S3" crude virus pools were prepared from tumors by enzymatic digestion, homogenization, and differential centrifugation, according to the method of Moloney (5) .
End-point dilution technique and interference test. To investigate the possible presence of Rous-associated viruses in the tenth quail-passaged BH-RSV tumor extract (BH-RSV-QlO), a series of 10-and 2-fold dilutions of the extract was made to the end point of RSV titer, followed by a series of 2-fold dilutions until the end point was exceeded by a factor of 10 (see Table 2 ). The fluid, agar, and cell sheet SHIPMAN AND LEVINE were removed from the first plate containing no foci (8 X 105 plate). These materials were subjected to three freeze-thaw cycles to rupture the cells, centrifuged for 20 min at 2,000 rev/min in an International PR-2 centrifuge, and the supernatant fluid was used to initiate a series of cell transfers in the interference test (RIF test) (9) . After three 3-day transfers, the tissue culture fluids were withdrawn and used to infect primary chick embryo fibroblasts. The cell control plate from the end-point dilution was similarly processed. After one 3- Demonstration of a Rous-associated virus from BH-RSV-QIO. The defective Bryan "high-titer" strain of RSV is known to be contaminated with several viruses of the avian leukosis complex (2, 11, 13) . These Rous-associated viruses (RAV) act as helper viruses in the production of mature viral progeny by directing the synthesis of the virus-specific portion of the outer envelope (4). As seen in Table 2 Bryan "high-titer" (BH-RSV) (lot no. TV -6) Zilber, Prague, and "29" strains of RSV are currently being investigated.
